extraction from body fluids. Unfortunately, the abundance of these small RNAs is to the distinct metastasis of NPC, the effects of radiotherapy and chemotherapy 48 treatments are only significant at early stages. [1] [2] [3] [4] Therefore, early diagnosis of NPC is 49 extremely necessary.
50
While the tumorigenesis of NPC is a multistage process relying on spatial and temporal 51 control of the gene expression, studies showed that the expression profile of several 52 mircroRNAs (miRNAs) has appeared to influence the development of NPC. hence a lower LOD can be achieved.
108
In brief, the detection strategy of the assay was based on the direct hybridization between were finally stored in distilled water and blow-dried with nitrogen gas before use.
131

Materials and reagents
132
Tris-NaCl-EDTA hybridization buffer (TNE 250 buffer) was prepared by mixing 20 mM procedures. All the oligonucleotides were diluted to 1 nM with TNE 250 buffer (pH 7.4).
169
The hybridization cocktail contained appropriate amount of target miRNA strand, 100 170 pM LNA-MB probe and top up to a final volume of 50 µL with TNE 250 buffer (pH 7.4). 
267
Studies show that the optimal hybridization temperature for nucleic acid is 20-25 °C
268
below the melting temperature of the detection probe. 30 Since the difference in 269 hybridization temperature for LNA and miRNAs from the same family with a single base 270 mismatch could be small (depends on the mutation position and length of target), the 271 hybridization temperature plays a key role on the specificity and efficiency of the assay.
272
To study the effect of hybridization temperature, the temperature was set at 15-25 °C 
379
Conclusion
380
In the work, we have developed a rapid, pre-analysis purification and sample enrichment 381
free, yet sensitive detection assay for the quantification of miRNAs using a LNA 
